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RESPONSE 

Mail Stop RCE 

Commissioner for. Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 

Sir: 

This is in response to the Official Action mailed January 22, 2009. 
Claims 1-3, 7-8, 10, 14-16 and 19-24 are pending. Claims 1-3, 7-8, 10, 14-16 and 19-24 
are rejected. 

Claiins 1-3, 8, 14-16, 20 and 22-24 are Tej.€Cted as obvious under 35 0SC §103(a) over 
the combinatidn of Amrita and Spam. 

Claims 7, 10, 19 tod 21 are rejected as 6bvious under 35 USC §l03(a) over the 
combination of Amrita, Spina and US '954. 

Claims 1-3, 8, 14-16, 20 and 22-24 arc not: obvious under 35 USC §l03(a) over the 
combination of Amrita and Spina. 

Claims 7, 10, 19 and 21 are not obvious under 35 USC §103(a) over the conibinatioa of 
Amrita, Spina and US '954. 

First, Amrita discloses the use of Helichrysum italicum for tissue regeneration and for 
sldn-rejuvenation. The Helichrysum italicum flowers alone are used. However, Amrita is silent 
not only about the aniounts of essential oil used for producing the composition, but also about 
the amounts of neryl acetate comprised in the essential oil. Both of these features are critical 
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features of the claimed compositions and contribute, to the unexpected results obtainedj and 
shown, in the previously submitted Exhibits. 

Seoondj. Spina does not teach these features or otherwise conect this deficiency of 
Ararita. Spiiia discloses a cdmpositioti for hair restoration, This composition comprises several 
dilFerent essential oils — only one of which is Helichrysum italicum essential oil. The amount of 
Helichrysum italicum essential oil is from 3.67 to 4.33 wt% whereas in the claimed 
compositions, it is from 0.1 to 2.1 wt%. Spina is also silent about the amounts of neryl acetate 
present in the Helichrysum italicum essential oil. Furthermore, Spina does not have the same 
goal as the claimed compositions or as the compositions of Amrita, This means that one of 
ordin^ skill in the art would not be motivated to Gombiiie Spina or Amrita on studying the 
teachings of these documents. Additionally, Spina discloses compositions containmg different 
amounts of Helichrysum italicum essential oil than the clainiied compositions. This leads to the 
conclusion that, even if one of ordinary skill in the art was to combine Spina with Amrita, this 
combination would not result in the claimed compositions. Thus, because Amrita and Spina are 
silent about the amount of neryl acetate, it is clear that this element of the clmmed compositions, 
by itself or in combination with the other elements of the claims, would not have been obvious to 
a person of ordinary skill in the art. 

Third, US '954 fails to cdrfiect these deficiendes of the core combination of Amrita and 

Spina. 

Fourth, the Applicants sxibmit evidenee of nbnobviousness by way of Exhibits 1, 2 and 3 
(enclosed) which shows the claimed compositions produce unexpected results. The results of 
Exhibit 1 demonstrate in an art accepted model for protein glycation induced aging that the 
claimed compositions, as tested, efficiently prevent protein glycation such as that associated with 
aging. The results in Exhibit 2 demonstrate in an art accepted human epidermis model the 
clamed compositions, as tested, have significant anti-free radical formation activity and 
inhibited lipoperoxidation as assessed using a malonaldehyde based assay to measure 
lipoperoxidation. The results in Exhibit 3 demonstrate in the elaimed compositions, as tested, 
stimulate collagen III synthiesis and maturation in human dermal fibrobliasts. All the results 
obtained are entirely unexpected relati ve to the- knowledge in the art and the disclosuries of 
Airaita, Spina and US *954 cited m the rejections. Thus, the compositions of Claims 1-3, 8, 14- 
16, 20 and 22-24 are not obvious over the combination of Amrita and Spina, and the 
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eompositions of Claims 7, 10, 19 and 21 are not obvious over the combination of Amrita, Spina 
and US *954 because these compositions produce unexpected results relative to the disclosures 
of these references. 

Altogether, this means the clayhs are not obvious over the various combinations of 
Amrita, Spina and US *954 relied on in the rejections. 

The Applicants reispectfully request the withdrawal of: the rejections under: 35 USC 
§103(a). 

In light of the foregoiag, the Applicants respectfully submit that the entire application is 
now in condition for allowance, which is respectfully requested. 

Respectfully submitted, 

T. Daniel Christenbury 
Reg. No. 31,750 
Attorney for i^)plicants 

TDC/vbm 
(215)656-3381 
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EXttlBlTI 



NIGHT CARE CRJEAM IMMORTELLE 
Preventing glycatipn of proteins 



Principle: 

Glycation is the reaction that results in a covsJent botiding between a target jpjiotein and a sugar, 
in particular glueose. 

In an organism it is a slow spontaneous reaction, i»e. non-enzymatic, tot takes place in the extra- 
ceiliilar enviroximem. 

This phenomenon corresponds to an alteration of the. target pfotdii. Glycation increases with 
aging. It partially explains eollagene reticulation. 

An in vitro model vms selected to assess the product- s effects. It relies oin measuring the 
formation of derivate products of the aJbumine and glucose*6-phosphate glycation reaction. 
Some of these .derivates (AGE) are fluorescent; The reaction has been measured after a 15 days 
incubation. 

jStudied prodtict ; 

NIGHT CARE IMMORTELLE 
In parallel, a reference molecule has been tested : ai?i^noguanidine 
Procedure : 
Trial system (TS) : 

The trial system is reaction mix containing bovine albumine (0,5 g/ml) and glucose (500 mM) in 

phosphate buffer (0,2 M, pH=^7,4). 

l^rodacts incHbation^TS : 

Products are mixed with the trial system in sterile tubes ; the tubes are covered with aluminum 
foil (the reaction must take place sheltered from light) 

Concerning experimental conditions where some of the reagents or products are missing, the 
volume of the tube must be completed with MilliQ water. 

After sealing the tubes with parafilm (the reaction must take place sheltered from oxygen), tlie 
different reaction mixes are placed in a drying oven 8 days at 37**C. 

Eflecfe evaluation ; 

After 8 days incubation, 1 OOfd of each tube is taken and transferred in a black 96 well pliate. 
Then fluorescence is read with FLllOstar {BMG) (excitation ; 355 nm ; emission ; 460 nm) 
Results are expressed in arbitrary fluorescence units. 



« prdduct+ bovine albuminc » (= intcrfericnce) sample related fluorescence is subtracted from 
« product+bovitie albumine+ glucose » data. 

Results ; 

After 8 days incubalidn of bovine albumine Vvitli a glucose overload, glycation « cross-linking » 
formation is observed. It has been assessed using fluorescence proprieties of the bovine 
albumine-glucose adduct. 

in experimental conditions, NIGHT CARE IMMORTXILLJE pti^mt in the trial system prevents 
cross-linking in between bovine albuminc and glucose quite efficiently (see figure on next page). 
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EXHIBIT 2 



NIGHT CARE CREAM "IMMORTELLE" 
Anti radical properties 

1> Displa y OF THE anti free radical protection accredited to NIGHT CARE 
IMMORTELLE 'S ACTIOS : 

This property has been shown by MDA dosage which is a lipoperoxydalion index. 

In order to show this property, we used Skin Ethic® (Nice, France), an in vitro reconstituted 
epidermis model which allows the dosage of different biochemical markers. 

BlBUOGKAPHIC RieyERENCES r 

Culture procedure : 

Human origin keratinocytes are inoculated on 0,63 cm^ or 4 cm^ polycarbonate filters in a 
defined media (modified MCDB 153) and isupplementcd. 

Cells are cultured during 14 days at the air/liquid interface. Culture media is changed every 
two days. 

Thus formed epidermis has been used for the study starting the 17th day of culture. 
Studied product ; 

NIGHT CARE IMMORTELLE has been applied on the surfeice of each cpidemiis, at the rate 
of2mg/cm^ 

2, Dosage methods 

Epidennis have been treated (24h), washed (iced NaCl 0,9%) and collected. 

The tissues have been homogenised in a Tris HCl bufFex volume (1ml), 20 mM, pH 7,4 at 4**C 

with a glass polygriader. 

Each homogcnale is taken and centriftiged at 300g and 4*'C during IQmn. 

Supernatant is taken and used for our dosage (500 ^I). 

50 |xl BHT (2% in absolute eihanol) are added in each supernatant. 

2.1 TBARS rTHIOBARBITURtC ACID-REACTIVE SUBSTAJ>ICES> DOSAGE t 

- The complexation reaction is initiated by 1 ml of TBA 0,375% (in 0,25M 
HCI containing 15% Trichloracetic acid). 

- 1 hour incubation in a SO^'C water bath. 

" The reaction is stopped by a bmtal cooling in ice (20 minutes). 

- Extraction of the molecules that reacted with the TlBAR is done by adding 
300 (xl butan*l-oI strongly shaked with a vortex. 

- A 10 min. 3000 rpm centrifijgation is necessary to get the organic phase, 

- Each butanolic phase is collectied and transfenned in the wells of a 
microdtration black plate. 

- . Reading by spectrofluorometry {FLUOstar, £MG) at 515 nm excitation 

wavelength, the reading being done at 553 nm. 
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The samples aie eompared to a standard 1, 1,3,3- tetrametoxypropaji 
{Malonatdehyde bis [4ir^q(hyl acetal], Sigma #T^I642) scale, to detennine 
MD A concentration in the solution. 

2.2 Protein dosage ; 

For each sample we determine a protein concentration of the collected tissue's 
content. 

The procedxire consists of associating to this content (50 ^1) a mix {lOO|iJ) of a 
bicinchoninic acid (BCA) solution and of a Copper sulfate solution. Cu-H+ ions 
of this mixture are reduced to Cu-f- in i»esenee ©f proteins. Th^ ions^^helkte 
with 2 BCA moleeuies. 

Samples arc read with a spectrophotometer (Dynatech reader} Bt 550 nm. and 
compared to a Bovine Serum Aibumine (BSA) standard scale to detennine the 
total protein coitcentratioA (in BSA cquivaiehts) of the solution. 

3. CALCtiLAlriON bF tHElVm : 
Final results are expressed.in : MDA nM / protctm tag . 

4, Results iGRAPHicI : 

In the selected experimental conditions , the NIGHT CARE IMMORTELLE product applied 
on reconstituted epiderms in a defined rnedia, had a significant anti free radical activity. 

Indeed, we could notice an inliibitory action on lipoperoxydatibn (- 50% protection). 
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The investigators arid the author of this report hereby certify the validity of the data presented and attest 
their full agreement with the conclusions presented at the end of the report. 



June 25, 2008 



Study director: Franck JUCHAUX, MS 

Cellular biology Manager 
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1. INTRODUCTION 

An effect of the compound HE immortelle Bio Corse on the collagen III production by dermal 
fibroblasts was researched. 

(n this present study, the acti vity of this compound was evaluated on the stimulation of collagen 
III synthesis/maturation using an immunofluorcsccnt tabelliDg on human dermal fibroblasts. 







AV 


Arbitrary unit 


BSA 


Bovine serum albumin 


DMEM 


Outbecco's modified Eaglets ihedium 


DMSO 


Diitiethyi sulfoxide 


FCS 


Foetal calf scrum 


MTT 


3-(4,5*dimetfiyl thiazol-2-y!)-2,S dIpbenyNctrazolium bromide) 


NHDF 


Noraial human dermal fibroblast 


CD 


Optical density 


PBS 


phosphate buffered saline 


PFA 


Parafonnaldchydc 


RT 


Room temperature 


Sd 


Standard deviation 


$crn 


Standard error of the mean 


TGF 


Transforming growth factor 
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2. MATERIALS AND METHODS 
2,1. Biological model 

- Cellular type: Normal human dermal fibroblasts (NHDF) 

pool PF2 used at the 9*^ passage 

- Culture conditions: 3 7^G, 5% COt 

- Culture medium: DfyfEM (Iriyitrogen 21 969035) supplemehted with 

Glutamlhc 2 mM (fnvitrogcn 25030024) 

Pcniciinn 50 Ul/ml - Streptomycin 50 iigfm\ (tnvitrogcn 15070063) 
Foetai calf scrURi i PCS) 10%<lnvitrogcn 10270O98) 



2.2. Test compound and reference 



Test compound 


Aspect 


Stock solution 


Dilution 


Test concentrations 


HE Immoitelle Bio Corse 
Batch n' OC0611367 
Ref. MPBiOOiMOl 
GTd80116-3 


• Liquid 

• Storage at RT 


1%ln OMSO 


Culture 

medrum 


axl O-*, 4x10^ and 2x10*^% 




Reference 


Stock solution 


Dilution 


Test concentration 


TGF-a 

(R&D Systemis 240.&-010) 


2 pg/nrU 


Culture 
medium 


lOng/ml 



2.3. Cytotoxicity preliminary assay 



plate format: 

cellsAvell: 

replicates: 

con<^iitration range: 
cells/coitipKiund contact: 
evaluation parameten 



96-weH 

4000 NHDF in DMEM 10% FCS 
3 

see Table 1 
72 hours 

MTT reduction assay and morphological obsenrations with microscope 
(objective xlO) 



2A. Culture and treatment 

The fibroblasts were cultivated in 96- well plates in culture medium. At subconflueace, the medium was 
removed and replaced by cultuns medium containing or not (control) the test compouad or the reference. 
The cells were then incubating for 72 hours. All conditions were performed in ^="3. 
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.5. Collagen III production by norrnal human fibroblasts 
immunofluorescence 



After incubation, culture media were eliminated. The cells wem rinsed with phosphate buffered saline 
(PBS) solution and fixed with paraformaldehyde (PFA) 4% solution. After saturation of non specific 
antigenic sites by incubation in PBSvTween, bovine serum albumin (BSA) S% buffer, cells wer^ labelled 
with a primary antibody anti-collagen III (TEBU 6OO^0M05I) for 1 hour at room temperature. 

The primaiy aittibody Avas then revealed using a fluorescent secondary antibody (GAR-Alexa 48S) and 
the cell nuclei were coloured with Hoechst solution (bis-benzimide). 

The acquisition of the images was perfomied with the INCell Analyzer™ 1 000 (GE Healdicare) Controls 
without pnmaiy antibody were performed In order to adjust the acquisition parameters of the camera 
Five photos >vere taken per well. The labelling was quantified by the measurement of tlie nuomscencc 
intensity (Integration of numw-rcal data with the Developer Toolbox 1 .5, GE Healthcare software) 



2.6. Data management 



The raw data was analysed with Microsoft Exccl^. 

The inter^group comparisons were performed by Student's t-test The statistical analysis can be 
mterpreted if ii>5, however for h<5 the statistical values are for information only, 

Fomnuia used in this report: 

Standard error of the mean: sein - Sd/Vn 



The standand cm>r of the mican (sem) is a measure af how far (be sample mean is likely 
to be from the true population mean. The $cni is calculated as the sd divided by the 
square root of sample size. 





Percentage of viability: 



% viability = (OD OD ceanoi) x 1 00 
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3. RESULTS 

3 A. Cytotoxicity preliminary assay 
Table 1 

The results of the MTT reduction assay and the observation of the cell layeis determined, in accordance 
with the study promoter^ the concentirartons to be tested (sec paragraph 2,2). 

3.2. Collagen UI production by on normal hnman fibroblasts 
Tabte 2 and Figure 1 

The reference TGF^p significantly stimulated collagen Ul production by fibroblasts. This result was 
expected and va^lidated the assay. 

The compound HE immortelle Bio Corse tested at 8x10"^% and 4x10"^% significantly stimulated 
collagen in production by fibroblasts. At the highest concentration, no effect was observed. 
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4. CONCLUSION 

To conclude, the compound HE imnnortelle Bio Corse show a stimulating effect on collagen III 
synthesis/maturation by human dermal fibroblasts. 
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5. TABLES AND FIGURE 

Table 1: Effect of the compound HE immortelle Bio Corae on the viability of fibroblasts 
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Table 2: Effect ofthe compound HE imniorteile Bio Corse on collagen HI production by human dermal 
fibroblasts 



troatnwiit 


Basic data 


Nomrallzed data 


TrMtmcmt 


CofKentration* 


Fluor»9€«ncf. 
inltfwIt/yHyfnbtr of 
c«fU <AU) 




%Con(«Of 






SlimuUtton 


Mm /g 


Control 


tw 

183 


170 


10O 


4 




0 


4 


TOF-p 




216 
220 

f9 


219 


126 


7 




26 


2 






2oe 

2tS 


206 


iai 


5 




21 


5 


HE Inwnort* 
Corst 




l$7 
205 
214 


202 


119 


5 




19 


s • 






195 

lai 

153 


176 


104 






4 


7 IT* 



Threshold for stattsteaJ signiAcwioo 
h6 : >O.05. Not tlertiileant 
- : O.01 10 0.05; SiBriirieant 
** : 0.00i to oiiv»ry«J(^Meam 



Control TGF-p 10 ng/ml 




HE Immortelle Qio Corse 




Figure 1: Representative images of collagen III labelling in human fibroblasts 



